
 

APPLICATION LEGEND:  WB Western Blotting  IP Immunoprecipitation  IC Immunocytochemistry  IF Immunofluorescence   
IH Immunohistochemistry (Tissue) 
SPECIES LEGEND:  B Bovine  Gp Guinea Pig  H Human  M Mouse  R Rat  Rb Rabbit  Sh Sheep   
Please visit www.millipore.com for additional product information, test data and references. 
Submit your published journal article, and earn credit toward future Millipore purchases. Visit www.millipore.com/publication_rewards to learn more! 
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Background 

Nitric oxide (NO) is an inorganic, gaseous free 
radical that carries a variety of messages 
between cells. Vasorelaxation, 
neurotransmission and cytotoxicity can all be 
potentiated through cellular response to NO. 
NO production is mediated by members of the 
nitric oxide synthase (NOS) family. NOS 
catalyzes the oxidization of L-arginine to 
produce L-citrulline and NO. Two constitutive 
isoforms, brain or neuronal NOS (b or nNOS, 
type I) & endothelial cell NOS (eNOS, type III), 
and one inducible isoform (iNOS, type II), have 
been cloned. Cytokines such as interferon-
gamma (IFN), tumor necrosis factor (TNF), 
interleukin-1 and -2, and lipopolysaccarides 
(LPS) cause an increase in iNOS mRNA, 
protein, and activity levels. Protein kinase C-
stimulating agents exhibit the same effect on 
iNOS activity. Human iNOS is regulated by 
calcium/calmodulin (in contrast with mouse 
NOS2). 

Presentation 

Purified IgG in buffer containing 0.1 M Tris-
Glycine, pH 7.4, 0.15 M NaCl, and 0.05% 
sodium azide. Frozen solution. 

Concentration 

1 mg/mL 

Specificity 

Recognizes N-terminus of iNOS, Mr 125 kDa. 
Does not cross-react with nNOS/NOS I. 

Species Cross-reactivity 

Mouse, bovine, sheep and guinea pig. Other 
species cross-reactivity is unknown. 

Immunogen 

Partial fusion protein raised against the N-
terminus of murine iNOS/NOS II. 

 

Molecular Weight 

125 kDa 

Method of Purification 

Protein A Purified 

Storage and Handling 

Stable for 1 year at -20”C from date of receipt.   

Handling Recommendations: Upon first thaw, 
and prior to removing the cap, centrifuge the 
vial and gently mix the solution. Aliquot into 
microcentrifuge tubes and store at -20°C. 
Avoid repeated freeze/thaw cycles, which may 
damage IgG and affect product performance.  
Note: Variability in freezer temperatures below 
-20°C may cause glycerol-containing solutions  
to become frozen during storage. 

Control 

INF� and LPS treated L929B cell lysate, 
cytokine stimulated A549 cells, cytokine 
stimulated rat fibroblasts 

 

Quality Control Testing 

Routinely evaluated by immunoblot on lysates 
from L929B cells that had been stimulated 
IFN� and LPS. 

 

Western Blot Analysis: 0.5-2.0�g/mL of this lot 
detected iNOS/NOS II in RIPA lysates from 
RAW 264.7 cells that had been stimulated with 
LPS. 2 �g/mL of a previous lot detected 
iNOS/NOS II from similarly treated L8 cells. 

 

 

 

 

 

 

Anti-iNOS/NOS II, NT 
 
 
Polyclonal Antibody 

Cat. # 06-573 
Lot # DAM1604964 
 
  
FOR RESEARCH USE ONLY 
NOT FOR USE IN HUMANS 

pack size: 200 �g 
Store at -20”C  

 

Applications Species  
Cross-Reactivity 

Antibody 
Isotype 

Epitope/ 
Region 

Host 
Species 

Molecular 
Weight Accession # 

WB, IH, IP M, B, Gp, Sh IgG N-Terminus Rb 125 kDa NM_010927 

Western Blot Analysis: 

Representative lot data. 
RAW 264.7 cell lysate from cells 
treated with LPS, were resolved 
by electrophoresis, transferred to 
PVDFand probed with anti-
iNOS/NOS II (1 �g/mL).   
Proteins were visualized using a 
goat anti-rabbit secondary 
antibody conjugated to HRP and 
a chemiluminescence detection 
system.  
 
Arrow indicates iNOS (~125 
kDa). 
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Additional Research Applications 
Immunohistochemistry:  A previous lot of this antibody has been reported to detect iNOS/NOS II in 2% paraformaldehyde-fixed sheep lung 
(Sherman, T.S., 1999). 
 
Immunoprecipitation: 4 � g of a previous lot immunoprecipitated iNOS/NOS II from 500 � g of L929B cells which had been stimulated with 10 
ng/mL IFNg and 1 � g/mL LPS. 

PROTOCOL  
 
Western Blot 
1. Perform SDS-polyacrylamide gel electrophoresis (SDS-PAGE) on an IFNg and LPS treated cell lysate sample (cell lysis buffer: 50mM Tris-

HCl, pH7.4; 1% NP-40; 0.25% sodium deoxycholate; 150 mM NaCl; 1 mM EDTA; 1 mM PMSF; 1 � g/ml each aprotinin, leupeptin, 
pepstatin; 1 mM Na3VO4; 1mM NaF) and transfer the proteins to PVDF. Wash the blotted PVDF twice with water. 

2. Block the blotted PVDF in freshly prepared PBS containing 3% nonfat dry milk (Cat # 20-200), (PBSMLK) for 20 minutes at room 
temperature with constant agitation. 

3. Incubate the PVDF with 0.5-2 � g/mL of anti-iNOS/NOS II, diluted in freshly prepared PBS-MLK overnight with agitation at 4°C. 
4. Wash the PVDF twice with water. 
5. Incubate the PVDF in the secondary reagent of choice (a goat anti-rabbit HRP conjugated IgG, Catalog # 12-348, 1:5000 dilution was 

used) in PBS-MLK for 1.5 hours at room temperature with agitation. 
6. Wash the PVDF with water twice. 
7. Wash the PVDF in PBS-0.05% Tween 20 for 3-5 minutes. 
8. Rinse the PVDF in 4-5 changes of water. 
9. Use detection method of choice (enhanced chemiluminescence was used). 
 
Immunoprecipitation  
1.    Dilute the cell lysate before beginning the immunoprecipitation to roughly 1 � g/� L total cell protein in a microcentrifuge tube with PBS. 
2. Add 4 � g of anti-iNOS/NOS II to 500 � g-1 mg cell lysate. 
3. Gently rock the reaction mixture at 4°C overnigh t. 
4. Capture the immunocomplex by adding 100 � L (50 � L packed beads) of washed Protein A agarose bead slurry (Cat # 16-125). 
5. Gently rock the reaction mixture at 4°C for 2 ho urs. 
6. Collect the agarose beads by pulsing (5 seconds in the microcentrifuge at 14,000 x g), and drain off the supernatant. Wash the beads 3 

times with either ice-cold cell lysis buffer or PBS. 
7. Resuspend the agarose beads in 60 � L 2X Laemmli sample buffer. 
8. Store the beads frozen for future analysis or boil the beads for 5 minutes. 
9. Collect the beads after boiling using a microcentrifuge pulse. 
10. Perform SDS-PAGE and immunoblot analysis on a sample of the supernatant fraction. 
 

 
RELATED PRODUCTS (specific) RELATED PRODUCTS (non-specific) 

cat #  description cat #  description 
AB16311   Anti-Nitric Oxide Synthase II IPVH00010   Immobilon-P 26.5 cm x 3.75 m Roll PVDF 0.45 � m  

AB5382   Anti-Nitric Oxide Synthase II IPFL00010   Immobilon-FL 26.5 cm x 3.75 m Roll PVDF 0.45 � m 

AB5384   Anti-Nitric Oxide Synthase II IPVH07850   Immobilon-P 7 x 8.4 cm  PVDF 0.45 mm (sheet) 50/pk 

07-571   Anti-nNOS/NOS I ISEQ00010   Immobilon-P SQ 26.5 cm x 3.75 m 1 roll PVDF 0.2 � m  
AG592   NOS-II, control peptide for AB1631 ISEQ07850   Immobilon-P 7 x 8.4 cm PVDF 0.2 mm (sheet) 50/pk  

12-348   Goat Anti-Rabbit IgG, HRP conjugate IPFL07810   Immobilon-FL 7 x 8.4 cm PVDF 0.45 mm (sheet) 10/pk 

   WBKLS0100   Immobilon Western Chemilum HRP Substrate 100 mL  

   17-373   Spray & Glow™ ECL WB Detection System 1 ea  
   2060   Re-Blot Western Blot Recycling Kit 

   2500   Re-Blot Plus Western Blot Recycling Kit 

   B2080-
175GM   Blot Quick Blocker Membrane Blocking Agent 175G 

      
      

      

      
      

      
      
      

      

      
      


